Figure S1
Western blot analysis showing steady-state levels of Ub-GFP, Ub-GFP-15aa and Ub-GFP-20aa with the extensions derived from mRFP in a wild-type or ufd4∆ yeast strain in the absence or presence of proteasome inhibitor MG132 using GFP antibody. β-actin was detected as loading control.
Figure S2
A) Western blot analysis of input samples in Figure 3B showing total ubiquitin levels in either wild type or uba1-ts 26. PGK1 levels were detected as loading control.
B)
Western blot analysis of Ni-NTA pulldown from wild-type yeast cells co-expressing 6His-Ub and either an empty vector as control or Ub-GFP using GFP antibody.
Figure S3
A) In vitro degradation assay of Ub-GFP, Ub-GFP-15aa and Ub-GFP-20aa using purified yeast 26S proteasomes in the absence ore presence of proteasome inhibitor MG132 as indicated. Pre1-Flag6His was detected as loading control. B) As in A but GFP and GFP-20aa as substrates.
Figure S4
Cycloheximide chase analysis of Ub K0 -GFP-20aa turnover in a wild-type, ufd4 and ubc4∆ ubc5∆ yeast strain. Supplementary Figure S4 Supplementary Table S1
Yeast strains
Strain
Relevant genotype Reference/source MATa, ura3 -52 1 MATa, 112, 3 ubc4∆ubc5∆ DF5 ubc4∆::HIS3 ubc5∆::LEU2 4 
DF5
cdc48-6 DF5 cdc48-6 K.U. Fröhlich rad23∆ DF5 rad23∆::kanMX-KlURA3 ufd4∆ DF5 ufd4∆::TRP1 BY4741 MATa, his3∆ 1, leu2∆ 0, met15∆ 0, ura3∆ 0 EUROSCARF JD47-13C
